A sensitive, precise enzymic/spectrophotometnc method for determining cytochrome b5 in small amounts of blood is
However, the addition of cytochrome 65 (5 nmolJL) greatly accelerates the reaction. (Figure  3 , HI, Figure  1 ). As shown in Figure  3, Figure  4 demonstrates a pH optimum at 6.0-6.1.
Buffer.
Citrate buffer at concentrations >5 mmol/L has an inhibitory effect on the rate of methemoglobin reduction.
Temperature. ever, turbidity was occasionally observed at temperatures >35 #{176}C, so we chose 30#{176}C for the standard assay.
Activity
NADH and EDTA.
The described concentrations of NADH and EDTA were found to be optimal. Amount of sample extract.
The sample extract, prepared as described above, usually contains 0.1-0.25 Mmol of cytochrome 65 per liter. Figure  5 illustrates the relation between rate of methemoglobin reduction and volume of sample extract used.
Evaluation of the Method
The precision of the method was evaluated by 20 independent determinations on a single blood specimen during three days. 
Reference Values
Cytochrome 65 was detennined in fresh blood samples from 66 clinically healthy individuals, ages 20 to 70 years. 
It is unlikely
that other electron carriers with a cytochrome
65-
like activity could be present in our sample extract, so we consider our assay to be specific for cytochrome
65.
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